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Table S1 Kinetic parameters (K, Keat, keat/Kin) of two fluorogenic substrates determined in a three different pH
conditions. Each experiment was repeated at least three times.

pH=5.0 pH=55 pH = 6.0
NH,-Abu-Nle(OBzl)-ACC
Ko, uM 1.62 + 0.09 1.88 +0.11 2.52+0.21
Keaty S 11.4+0.32 17.8 £ 0.56 243 =120
Keat/Kin, M 71.4 +3.56 94.5+0.34 96.6 = 1.23
Pip-Lys-ACC
Ko, uM 87.1+0.89 77.4 5235 87.6 = 2.85
Keaty S 5.65=0.21 7.45 = 0.41 9.27 +0.22
Keat/Kin, M 0.62 = 0.02 0.96 + 0.07 1.03£0.11

Table S2 Kinetic parameters (K, Keat, Kea/ Kin) of two fluorogenic substrates determined in a four different DTT
concentrations. Each experiment was repeated at least three times.

[DDT]=0mM  [DDT]=1mM  [DDT|=5mM [DDT]=10 mM
NH,-Abu-Nle(OBzl)-ACC

Kim, uM 2.47 035 2.47+0.18 1.88 = 0.11 1.94 +0.12
Keat, S 0.65 = 0.12 15.5+0.25 17.8 = 0.56 18.3+0.22
Keat/Kum, sM™! 26.3 £ 1.95 62.7 + 3.41 94.5 + 0.34 94.4 + 0.69
Pip-Lys-ACC

Kim, uM 64.5 £ 0.35 92.9 +2.56 77.4 535 95.8 = 5.65
Keat, 8 0.82 = 0.09 9.27 +0.52 7.45 £ 0.41 11.7+0.12
Keat/Kum, sM™! 0.13 = 0.02 0.99 +0.10 0.96 = 0.07 1.13 +0.01

Table S3 Kinetic parameters (K., Keat, Keat/Kin) of two fluorogenic substrates determined in a five different NaCl
concentrations. Each experiment was repeated at least three times.

[NaCl] = [NaCl] = [NaCl] = [NaCl] = [NaCl] = [NaCl] =
0 mM 5 mM 30 mM 100 mM 500 mM 1000 mM

NH,-Abu-Nle(OBzl)-ACC
K, uM > 10 3.87+0.23 1.79 + 0.08 1.88 +0.11 2.63 +0.21 3.09 +0.15
Keat, s <5 19.3+1.10 17.5+0.33 17.8+0.56 223=+1.55 21.8+1.25
Keat/Kin, s'™M™! 451056 49.7+3.92 97.8+6.32 945+034 84.8+564 70.5%6.35
Pip-Lys-ACC
K, uM 102.8 £12.3 101.1 521 83.1+x556 774=+535 114.7+£9.63 127.8+5.64
Keat, s 1.11 £0.08 5.03+026 7.60+0.68 7.45=x041 6.27+0.88 525+0.22
Keat/Kin, s'™M™! 0.11 +£0.02  0.49 +0.06 1.09+0.12 096+0.07 0.55+0.05 0.39+0.05




Table S4 Kinetic parameters (K, Keat, keat/Kin) of two fluorogenic substrates determined in two different buffers.

Human Plasmodium falciparum
cathepsin C buffer DPAP1 buffer

NH;-Abu-Nle(OBzl)-ACC

K, uM 1.88 £0.11 1.86 +0.58

Keatr 8™ 17.8 £0.56 22.1+1.59

Keat/ Ko, s'M™! 94.5 + .34 108.5 = 5.68
Pip-Lys-ACC

Ko, uM 774 £535 69.4 = 5.64

Keaty 8™ 7.45 £ 0.41 8.47£1.10

Keat/Kin, M 0.96 = 0.07 1.08 = 0.08
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Additional fluorogenic substrates

Entry Structure Name M.W. P2/P1 side chains
/@\/{ P1: L-phenylalanine
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